-P r o t e i n cyclic nucleotides are involved in the regulation of a wide range of metabolic processes, many of which appear to be involved in -* C A W this disorder as pointed out by us earlier ( 6 ) . the status of the E.
w CCILP enzymes which determine their intracellular concentrations is $; ' relevant to our understanding of the pathophysiology of this ; , 4 disease. 
The Michaelis constants were derived by the Lineweaver-Burk method obtaining the intercepts of the slopes by linear regression o analysis (8) . The figure could not accommodate all the points used in our analysis by virtue of the wide range of concentrations used.
r r a c t f o n I (5cc1fraction)
Because Mitchell only used the points of the S-V curve, it neces- sarily incorporated only those points we used for determining the kinetic constants for the high Km enzyme. We agree that there is only one form of PDE by the data used by Mitchell. The recip- Thompson and Appelman (13) , in the paper cited by Mitchell, rocals of the upper inset figure would have provided values for found only one PDE in the liver of the rat. Subsequent reports the other form, the low Km PDE. The raw S and V values used from these (10) and other workers (1) including one on human for the particular study represented by Figure 4 are presented in liver (4), indicate the presence of multiple forms which can be resolved by kinetic analysis as well as by separation by physical and chemical means (I, 5) . The point made by Mitchell regarding the need to monitor the contribution of one form to the other is well taken, particularly for the low Km form of PDE where the contributions of the high Km form could be substantial. However, in our study, Km differences were found with the high Km cyclic AMP PDE. With this form, the contributions of the low Km enzymes would surely be negligible especially because the V,,,, for the low Km form is two orders of magnitude lower than the high Km PDE.
It should be emphasized that the difference in cyclic AMP Km's found at high substrate concentrations, although statistically significant (P < 0.025, > 0.010), may not hold when sample size is increased or where the individual molecular forms are separately analyzed. The data presented were obtained from a 30,000 x g spun homogenate after dialysis to remove endogenous cyclic nucleotides. There are many modulators of PDE activity, not all of which are dialyzable (5, 7) .
Recently, we have examined control and Reye's liver after homogenization in water or 20 mM Tris-HCI, centrifugation at 30,000 or 100,000 X g and separation by DEAE chromatography with and without EGTA. Figures 1 and 2 are representative of our findings on human liver after homogenization in water and centrifugation at 30,000 x g, using a linear NaCl gradient (0-0.5 M). At 100 pM substrate concentration, two peaks of activity are found whereas at 10 pM, two cyclic G M P peaks and four cyclic AMP peaks are found. Centrifugation at 100,000 x g as well as exposure to EGTA result in pattern changes which are currently under analysis. Thus, extension of our studies indicates the presence of multiple forms of PDE in the liver of patients with Reye's syndrome as well as control subjects. Whether the observed statistical difference reported earlier in crude preparations is reflected in these better resolved forms is under investigation currently.
